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This invention relates to a method of 
detecting or deterai.-.inq a sequence of monomer r.olecules 
which corresponds to the iicand molecule for a 
particular receptor. The sequence of monomer molecules 
so deterged ; S -.he ,u.,otope (defined below) of the 
particular l.cand. The aisoeop. which i, determined by 
:his -athod .r.ay no: have any obvious or direct 
.-*U-.:=r.s.-.; ? to the .-.a-.ur*l 1 icand aolteul*. bu: 
».-.are wit.-, the ability to react with th « -«e?r. 3r * 
a--.d :.-.deed. -.."a n-otspe so deterged my t- r 3 iif :si 
•2 :-c=r=o.-it.. specific or additional properties 
rear tic.-, receptor. Such a s^otc?* ccul* 

= * -s*d := rapUce the natural iici.nd in th* :r «a 
-r prav-r.tior. of particular disease or it .ray J se T- 3 
-eiiita a particular b;olocical effect. 

a.s used throughout this .specifiTatic-. 
" ras lisi9 < *«lov have the following r.ea.-.i.-.cs: - 



-•captor: a -olecule or -olecular cospiex w.-.ieh 

•-•ill combine specifically with its particular 
iicand r.olacule. tr. is thes* receptors wnic.n 
on bi-dinc wish their particular li ?i .-.d(si 
r.ediata a biological function tr.at are of -os: 
i:'.a.Tpi- s of receptors include, but 



intares: . 
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eo i tooe : 
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"r.o.T.e:: 



«« aoe restricted to. - e coraon C , JSJ o( 
-eceptor, associated v-th : > e surface seni)r4ne 
of cells and include. for instance, the 
i=3unolo9ie.lly important receptors of 
3-cells, T-cells, wcrophaces and the like. 
Another exaaple is receptors for acetyl 
choline on nerve cells which cause a nerve 
pulse to be transmitted down the length of - fte 
neuron when the receptor .-.olecule reacts with 
its liaand. acetyl choline. 

the specific surface of ar. ancisen 
-olecule which is delineated by the area of 
interaction wish the sub-class of receptors 
<.-.cvn as antibodies. 

a polymer soleeule -hic.i is a precisely 
:*:'ined U.-.ear sequence iorr.ed bv tr.e 
condensation of snail -olecuies. :; 0 -. s -_- 3 -_ 
:-:s tars i.-.cludes -olecul-s -n—.-. 
Afferent ;y ?es Q f cor.c-.-.sa -. ; = .-. reactio.-.s ere 

--as. ^ nu.T-er 
' a ; 

:re catane- is farmed bv tr 9 cs-d-nsa : :on c: 
tr.e indicated r.urjcr cf s.r.a i 1 -c lecuies , for 
example, 3-catamer hearts ::a: the catanser is 
r - de u ? 5ron •i*** snail -olecuLes. Examples 
of cacaners include any civen peptide and an/ 
civer. o ligo-saccnaride . 

a ^errj>er of the se: o: sr.aU molecules 
-h:ch can be condensed together to form a 
Cita-er. The sec of .-o.-.crsers i-cludes but ; 3 
r.ct restricted to, for txanpi*. -- a set of 



used to ;oin the snail -oi 
prefixed to the word -cara.-er' irpUes 
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ssnon L-aai-o acids, the set of 9-ml.io 
«ids. the set of iynth« tie aaino <cidj( . ht 
«« 05 nucleotides, and the set o.' pentose, 
and hexoses. 

peptide: a cataa . r in whifih ^ 

are Upha-aisino acids and whieh are joined 
together through a peptide bond. :., 
context of this specification it should be 
appreciated that the amino acids ., ay be the 
• L-optical isomer or the 0-opticai isomer. 



m i.r.o tope : 

!5 



a catamer which in at least ore o: it. 
conformations has a surface region the 
equivalent molecular ,topo Logy to -e binding 
surface of the Ligand molecule of which it 
:^ aimic. In the context o: :w.ur.o;cqical 
receptors, the ni-otope * t ., :C s the „ it „ e 
t-e a.-.ticen. 



i s 



20 

co.r.p leren ta 



paratope: 



rerers to the -a-.r .-:r.g tjcst-er c< 
t.-.e r^cti.-r surfaces o: a- :-- a .-.d -clecule 

i-s receptor. Thus, the receptor and 
1-^d can he described as co-ple.r.e.-.tarv . l- t 
furthermore, the con. act surface 

characteristics are cop.? Lerer.t arv :r eac-. 
other. 



Vic coining site of an antioody wnicr 
s complementary to a particular epitope. 



ligand molecule: > s ^«\*~ • 

a particular receptor ar.d v.-.*.-. ocunc to it 
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mediates biological f-.-.ctior. associated 
with that canicular receptor. 

ixa-^pies of receptors which can be 
nvestigated by mis method include, but are nut 



or^one receptors: for instance the receptors for 

insulin and Crowth Hormone; determination of 
me mimotopes of the ligands binding to these 
receptors may lead to the development of an 
oral replacement of the daily injections which 
diabetics must ta*e to relieve the symptoms of 
diabetes, and in the other case, a replacement 
for the scarce human Growth Hormone which can 
only -a obtained from cadavers or by 
' recombinant Dn'A technology. Other examples 
ire me va soom s t r :ct i ve hormone receptors; 
ieterm.-.ation z : me -isotope of me Uca.-d 
sm.di.-c m ::.ese receptors r.ay lead to ::e 
:eve iopr.en: of drucs to cor.tro: bleed 
pressure . 



receptors: = e te rr. : -a t ion o: -:-o:::as z: 

me li;ancs omci.nc to me opiate-receptors in 
me brain r.ay lead to me development of 
less-addictive replacements for morphine ar.d 
related drugs. 

rroorganisn receptors: determination of .-nir.otopes 

of the lica.-ds omding to a receptor such as 
specific transport proteins or eniyr-s 
essential to survival to rr.icrcorga.m srs . .-.ay 
lead to a r.ev class or antibiotics. Of 
particular value would be antibiotics against 



s 

protozoa ar.d those bacteria resistant to the 
Antibiotics in current use. 



enzymes: for instince, the enzymes responsible for 

5 cleaving neural transmitters ; determination 

of aimotopes able to modulate the action of 
the enzymes which cleave the different neural 
transmitters may lead to the development of 
drugs which can be used in the treatment of 
10 disorders of neural transmission; and, 



antibodies: for instance the 1 igand -b ind ing site 

cn the antibody molecule which combines with 
trie epitope of an antigen of interest; 
determination of a mimotope for the epicoce 
may lead to the development o: vaccines of 
-■r. ich the immunogen is based on one or -o:« 
mimo topes or diagnostic agen-s or ccmco'Jr.d s 
- s e : u 1 in the therapeutic treatment c: 
iuto immu.-.e diseases. 



Examples o: liga^ds - .1 : r r. can 2° invest igac-r 
t.ms mecr.cd include, out are not restricted zz - 



2i t-jxi.ns and venoms: :oc instance, the cemjir. mc 

site of tne toxin molecule -n::.i reacts wit* d 
particular receptor in the body zo give the 
particular symptom (s) o: intoxication; 
determination of mimo topes to the coma ining 

30 site of the 1 igand may lead to tne deve lopmer. t 

of drugs which can be used to treat 
envencnation by snar.es and other poisonous 
animals without the side effects of 
-ecerolocous antiver.er.es. 

15 v„rus and other microorganism capsid molecules: 
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for instance, the combining site on the virus 
coat a-oiecule which reacts with a particular 
receptor on the cell membrane in the body and 
which allows the vims to invade and thus 
infect the particular cell; determination of 
mimotop^s to this combining site may lead to 
the development of drugs which specifically 
prevent intraccl ? ular invasion by the virus 
and thus prevent their replication. 

It is a primary c^iect of this invention to 
detect or determine one o\ more short sequences of 
monomers Icatamers) whic?. selectively combine with a 
particular receptor so as to mediate its biological 
function. These ca tasters are the a isotopes of tne 
ligand. This information is invaluable for the oes.gr. 
very specific diagnostic and therapeutic agents. 



o 



The most usual group of small -olecules 
ray be condensed together to form a Citamer is err- 
or alpha-ammo acids. However, ether mclecuLas ..-it- 
are consistent with a different cnosen cnemistry .-av 
also be used; for example, catamers forced from '.he 
specified sequential condensation. of nucleotides or 
saccharides. Another group of snail molecules -ouid oc 
the non-gene tica I ly coded amino, dcics such as oeta-amin: 
acids, --hich may be used to advantage to add an 
additional bond at specified positions within t.-e 
cataner. 

The method or the present invention is based 
on the realisation that a given receptor •'ill 
specifically react with a ca tamer wnicn is the nmotcoe 
for the ligand to which tne receptor is directed. : ; 



further reUes on modern techniques of irs-unolocy to 
detect 'reaction between a receptor and its ligand when 
both are present. 

In Australian Patent Specification Mo. 
45339/85 it is proposed to delineate mimotopes based on 
an overall length of about 3 monomers. It is new clear 
that the preferred method for the delineation of 
lirjccocs is from shorter catamers (2 or 3 monomers 
iong) made up from all combinations of monomers from, 
e i ther : • 

ft) r-o sets of monomers, which may be identical; or 
lul t - ree sets oi monomers, of which the centre monome 
of the catar.er is seLected from a set of special 
chosen ^oncr.ers vnich confer known spatial 
relationships on the other two monomers, tr.e 
renaming monomers of th* ca tamer coming : : - -wo* 
sets c: monomers which may be identical. 
~-rtr.err.cre. :t has r.c- seen shown that t.-.e se.-.s ; : ; / : r v 
of detection c: bi.-.di.-.g to receptors „s reduced so.-* 
i -stances --ere t.-.e monomers are svr.tne sited m 
p re para t icr.s es disclosed in Patent 5 pec ; f ; c a t i zr 
US/33. 

We have now demonstrated t.-ar. reaction is 
reauily detected oet^een a receptor and short mi-otcpes. 
These short ni.To topes when condensed tccotn.er tnen omd 
to the receptor with either a greater affinity or 
greater specificity for that receptor. ?ms reaction 
con be detected e*/-n when the short mmotope presented 
to the receptor is as small ±s r-o monomer molecules 
long. 3y determining the optimum short mimotope it -?acn 
stage and then testing further variants, tne final 



According to the present invention there is 
provided a aethod of detecting or determining the 
sequence of aonomers which is a topographical equivalent 
of the ligand which is complementary to the particular 
5 receptor of interest and prior knowledge is irrelevant 

about the '-•entity, structure and sequence of the 
receptor or its ligand. The method comprises the steps 
of 

10 syrthesizing a plurality of catamers. each said 

cataner being of the general formula: 

-herein 0^ represents a designated monomer selected 
from a first set of monomers, and 0 2 represents a 
designated r.ononer selected from a second set of 
T-r.c-ers -r.ich nay be the sane *s or different : r 
said first se: o: r.onc.T.ers ; said plurality of 
catar.ers comprising caterers ir. -met each 
designated ro.-.crer is systematical'./ varied :c 
I Z contain -T.er.be rs iron t. w .e respect: *- se; c: 

rcr.crers; 

contacting eacn ca tamer receptor o: 

i.-.terest, and. 

?• detecting or cc term ir. mg tne crass *ce or ct-iet,«.s W T 
binding between each ca tamer and said recector. 
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T'r.e method ray also comprise t.-.e :' - r : r. e r sv?ts 



synthesizing a further plurality of caterers . esc.-, 
said catamer being of tne general formula: 

. or 
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wherein 0, and o, are as defined above and 
preferably represent a cor.bifta.Cion of monomers 
corresponding to a catamer which binds to s^id 
receptor, and 0^ represents a designated monomer 
selected from a third set of monomers which may be 
the sam« as or different to either the first or the 
second set of monomers"* and 

b. performing steps 2 and 3 as described with the 
further plurality of catamers. 

The procedure of steps a. and b. above may be repeated 
to further 'extend* the catamers by systematically 
adding further monomers to the catamers, and testing in 
trie same manner as in step b, above. 

::-cv.cr inpo r* »n : aspect, the -cchod c: 
tn is -..".vent: on ,njy comprise the seeps or: 

synthesizing a plurality of additional catamers. 
earn said additional r a tame : being c: tr.e general 
formula: 



V S o°l 

-r.crem 0^ and 0^ ire as defined anove and 5? is a 
spacer molecule which can modify the relative 
orientation of the monomers D,.and 0,; and 

B. performing steps 2 and 3 as described aoove ^itn 
the plurality or additional catamers. 

Th- spacer molecule "Sp" as described above -ay also be 
systematically- introduced into all possible positions o: 



10 

the 'extended' catamers referred to above, jr.d tested ; 
the same manner as i.n Step 3. above. 

In yet another aspect, the method of the 
invention may further comprise the steps of 
systematically replacing the monomers in any of the 
catamers referred to above with their optical isomers, 
either individually or in combinations of monomers, and 
a^oin performing steps 2 and 3 as described above. 

In a further aspect, the method may further 
comprise the steps of systematically replacing the 
monomers in any of the catamers referred to above which 
bind with the receptor o: interest, either individually 
or m combinations of monomers, with other monomers 
selected from the respective set(s) of monomers, and 
a;am performing steps : jnd 3 as described above. 

It w 1 1 : apparent that civ; met hoc" of thir. 
.:.ve:ir;on requires :-.o previous information jbout the 
nature of the ligand and m particular it revuires 
:'*3rc*.".ow ledge or" :ne sequence o: monomers -hicn ma'.;o u:.- 
ir.c ligand. Zn fact, it is .no: necessary f 3: the 
application o: this invention to '..now the source or 
identity o: tne licand to -men tne r: renter is 
directed. Kurthermore . this invention ma>.es no 
assumptions about the nature o: the ligand of the 
particular receptor. This method wui identifv 
nimctopes cf discontinuous as -ell as continuous 
ligands. Because of the very nature of the method of 
the invention it will be appreciated that mi-otopes may 
or may not consist of momoers of the same set of 
monomers which ma>*.o up the ligand cf v.nich it is the 
mimic. 



The plurality of catamers required to be 
s V-nt.hesi:ed in the application of this invention may * t 
w'epared by any of tne Known method of catamer 
synthesis. Tne preferred methods when the monomers are 
ammo acids is to use the solid phase technique 
deicrtbed in Australian Patent Specification No. 
25429/84, whereby each catamer is synthesiied on a 
polyethylene support. 

The following is a detailed description of one 
embodiment of the present invention when applied to the 
determination of a mimotope for a ligand able to sind to 
a receptor when that receptor is an antibody. in this 
context, the ligand is usually referred to as the 
epitope for the antibody. Preferably the method of the 
present invention is carried out by screening a 
plurality of synthesized caramers against the antibody 
z: interest. Ideilly the antibody will be a -c.-.oc Inn a 1 
ar.tihody -men ran be prepared by any o: the usual 
-•jrheds. Pc lye \ on t \ I antiserum from humans a net an. i.-.jis 
-ay bo used i: a source of .monoclonal antibody tn t".: 
:-a5ir*ad characteristics is not availaoic. however. 

* a L y sis o : t r. «• resulting data "ay ze c omp I : r a t e i 
-•a cause tne reaction co served could b-a fro- -ore : m ..ir. 
;*i mor.oc I on a I antibody. when using polyclonal 
-.-.tiserun it may oe necessary to reduce :he .mtihcO/ 
diversity by using technique -J wo 11 >r.own to tnose 
sv.il led in the art. for example iso-electric rocusmc. 
•:?1.C- based chroma tog rapny or affinity -jhrona tocraany . 

Current indications suggest that an epitope 
mi niched by a catamer which is usually -about six 
monomers in length when the monomers come from tne set 
of alpha-ammo acids. tt is to oe understood, however. 



thae the present invention ., fioe r-stricted -a 
sequence, forced from six .ronosers. the .bil::» 0 f :* e 
6-catamer to be the aiaoeopt of the epitope is not 
critically dependent en every position having a 
designated monomer. Ie has been found that certain 
positions in mo ,e mimotopes are not restricted to a 
single designated monomer for binding with the receptor. 

— S""C*esn of a plurality of e^n^rt 

As noted above, t he preferred method of 
applying this invention is to synthesize the catamers on 
a -SOTi-d -support. M this embodiment, the plurality of 
catamers will all have the general formula: 

''-0,-Oj-U-tjoUd supportl. 

-r.ere_J.k-_ represents a_li.nxer r.olec-c -men arovidcs o 
* ult " lc ca.-.dens -oncers to 

iolld s -?f°c-- *V and "0.- repcesc.-.- des i, 
positions occupied by monomers -hie.- iro selected :r-;r." 
•'"■ =un s«-'-s af .T.onone:s: but ,irj .1 1 1 c r c 

svstcrjticjlly ae:v*en ca earners. »ha«i- •»„ -o-. e ,-. 
•-.-at :.*.e set of r.onomers usort far ti-.e 3. de s iv-i=cd 
position ,-.ied no: be t.-.c sj-e set ---.,,.,,,.« .,«.,,,, 
:.-.e 0, designated position. " r -..-.e genera: far^.uj 
is an end group of the cata.r.er and -jy 5*. but iS no: 
restricted to. for example a hydracen i:an a.- an acetvl 
group. "Y" .^y also be another molecule -men is 
coupled eo the ca tamer to preserve particular 
charactenstics of the molecular er.vironr.cn: o: a 
peptide bond a: the amino terminal designated position. 

!.* i is the numaer 0: resvbers ir. :.-a see oi 
r.ononers to be coupled in tr.e 3. posit—- and 2 is 



13 



number or members m the set 0 # monomers to be coupled 
in the position t.nen d t3tal 0 f i. i different 
ca earners will be synthesized. 

5 :n present embodiment, the support rods 

ire prepared so true the monomers can be coup led~t7 them 
by coupling an appropriate linker molecule. 

Tor the coupling at the f> x position, each rod 
l0 '-ill be treated with a reaction mixture which covins 
only a single monomer such as a protected amino acid or 
the like.. In this position each of the i monomers are 
coupled to 2 rods. for the coupling at the D 2 position 
oach rod is treatcj *izh a reaction mixture which 
l5 contains .\ iimjU monomer such as a protected amino acid 
or the Li:<*. s.ich of the j rod$ "*ich has a particular 
-cnomer in the 0 t position will have a different monomer 
ecu plod m ir.c 2 poji". ion. :.-> this way every 
:c:^ir^z:- o: th* v-aers o: sot (3) -jf m ft „om C rs 



. .o :;'s ire*.: 
;pr*:c: . 



: ,tou=. 
' s t r ■•• . 



2: :; -sr sy-thesis o: tn* plurality o: ca tamers 

j.-.y sidc-c*am protective creeps are removed from the 
Citjmers using the appropriate techniques and the 
rod -coup led ca tamers ar* wns.-cii. 

JO : " ^^on found to oc a preferred embodiment 

o: the invention to svn:hesi:e -ore than ere set of 
plurality of ea tamers to aid m the analysis of data. 
Thus, di AS synthes;:i«c cata-ers w:-_h the general 

formu la 



35 
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as descried above, additional sets of catiseri may Se 
prepared with the general formula 

•-Oj-Sp-Oj-Lk- (solid support) 

where *Sp* is a spacer molecule which may restrict the 
relative orientation of the monomers at the designated 
positions to a particular geometrical configuration ( s ) 
The spacer molecule may also be deliberately chosen zo 
allow a greater flexibility to the relative geometric 
configuration between monomers in the designated 
positions, 0 t and Oj. It shculd be noted that meters 
of the set of spacer molecules may be made up from tr.e 
condensation of more than one monomer. Examples of 
spacer molecules include, but are not .<sstricr.ed to 
glycine (aporoximately linear extension'*, be ta-a l«s- 
(increased * ler ibi 1 i ty ) . proline (forced tend), 
z 1 vcv :-3r: L : * e (extended bend, other-rise <-own js 
reverse os.-.d m protein structure te rmi.no leg y \ and 
o-ami.-.coe.-.toic acid (a pLanar bend) . 

3y analyzing the results from :.-ese sets z: 
ratamers tr.e preferred spatial relationships Serpen 
nononers in the ra isotopes can be deduced as wui 
shown in the appropriate examples given below. 

3. Testing of the Plurality of ca tamers . 

The plurality of catamers prepared as in \. 
abov* are then contacted with the particular anticcdy : 
interest. The reaction between antibody and each 
oatamer cen then be detected by any o: the usual 
methods, for example, rad io immunoassay (a:,\). 



* <; a ■ 



the preferred aethod of detection is to vise the we! I 
<novn eftiyroe- Unked immunosorbent assay IELISA) . 

Ac the end of each assay antibodies can be 
removed from the cata/ners by, for example, wasning with 
a solution of 9M urea, O.U 2-mercaptoethanol and 0.11 
sodium dodecy lsulphate followed by several washes in 
phosphate buffered saline. In this way the plurality o 
catamers nay be used for testing with many other 
antibodies . 

C. AnaWses of the data 

In the testing of a set of catamers with 
antibody it has been found that certain catamers wui 
show detectable binding with the antibody. These 
reacting cataners identify useful combinations of the 
-criers of the set(s) of monomers. These combinations 
: :" mr.cr.ers are short mir.otcpcs which, wr.en exter.ced, 
ro.y bir.d to the antibody with a greater affinity z r 
alters specificity. Analysis of the data is greatly 
:'ac ; 1 1 ta tod by including a number of control ;;c::::es : 

synthesis w-icn aid the determination o: s;-n:5;c^n 
::s:':r.ses. "urther analysis of the data can to ra:r:oc 

;n a .-.ur.be r of ways. These include: - 

permutatmg each of these reaching ccmbi.-.a : :o.-.s o: 
r.or.omers to create a list of catamers v.; icn -til 
include ninotopes 'which bind ti the r-aratepe: eac 
catamer in tnis list can be* regarded as a pcssiole 
mimotope ; 

2. selecting candidates from the list of reacting 

combinations o: monomers and further synt'.es i : ir.g 
sets of catamers in which the :<p.o-t\ reacting 
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ccsbination of monomers is held constant and 
further aonomers art added systeaa tically at either 
end; thus in the example above, a suitable set of 
such catamers would include catamers with the 
5 foraulae 

Y-D 3 -X 2 -A l -LJc-(solid support) 

and 

Y-X 2 -^ 1 -Oj-L)c-(solid supportl 
where A^ and A^ constitute the reacting combination 
[0 of aonomers from the previous results and D ^ is the 

new designated position where each of the members 
of the set of monomers is systematically varied; 
and 

.5 3. combining the results from different sets of a 

plurality of catamers and analyzing the results to 
deduce a single sequence of monomers . or a small 
humber of such sequencer which would bind to the 
antibody of interest. Analysis of this data is 
possible as t.ne reacting combinations o: monomers 
when they are adjacent to each other are now <nown, 
as --ell as the reacting corro ma 1 10ns of monomers 
when they have particular geometrical 
configurations between them. Zr* this way, these 

; - data can then be interpreted to predict the 

structure of the .mimotope when bound to .the 
antibody; this approach will be o: greatest 
benefit when the antibody used to test :he 
plurality of catamers is a monoclonal antibody. 

30 

The procedure given in 2. above can be 
repeated until no further enhancement of binding is 
achieved by additional extending of the mimotope. 
Ideally, the sequence of the mimotope should be checked 
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!>y regularly synthesizing and testing repUce ment ets 
of the mimctcpe to catam the opt Ually-b ind ing mimotcoe 



?or further extension as descried in Australian Patent 
Specification No. 25428/34. 

1: Synthesis off selected catamers 

The selected ca tamers can be synthesized using 
similar methods to those used in A. After the selected 
catamers have been synthesized they are reacted with the 
antibody of interest. It is then simple to select the 
catamer which binds *o?t. strongly with the antibody. 

The binding of the mimotope with the antibody 
can be further enhanced by synthesizing a further 
plurality cf catamers based on the sequence of the most 
strongly binding m isotope. This plurality of catamers 
:: " s;s:s °- adding spacer molecules f-Sp-) 
ivsta.-.oticaLLy positions of tr.e mimotcpe; -d 

--•:r- ::3SibLe sy s :emn t ici I Iv replacing each mc.no^r 0 : 
t-o ::::-e: wit.n : 1 3 optical isomer. Tasting of t l *.;s 
i*t catamers wit.-, tr.e -tiiody will give mva ■ -.anl* 

about tnc relative orientation 0: th.<? 
" : " : "- :s J — t.-.eir szerocc-.-j-istry as re~u : red r 
= tr.e dn::r-dy, 

In examples 1 , 2 , 2 and 4 g-ven below, the 
-isotopes are being determined for the ar.tic-n against 
whicn different monoclonal antibodies -ere raised. The 
termed set of monomers ;s tne set 0: the common :.-al?na 
acids unless otherwise specified. The linger solecyle. 

was 3 amino-M 1 (5-ar.inohftxyl) -propanamiee and the 
end group, Y-. was the acetyl moiety. :.n Sample 5 
Selev. the mimotope is determined for an antigenic 
determinant of human chorionic gonadotroph k „ 
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induced a monoclonal antibody. The linker molecule. 
-L'<-, is trie s*** that used in earlier Examples. Tr>e 
end qroup, is either 3 -alany 1-5 -a lanine or 

3-aLanme. The defined set of monomers was extended to 
include the 0-optical isomers of the common alpha amino 
acids and several unusual amino acids. In Example 6 
below, the raimotope is determined for a receptor site on 
viruses. The linker molecule, -LX-, is the same as for 
earlier Examples. The end group, is either 

3-alanyl-3-alaninc or 3-alanine. The defined set of 
monomers was extended as described for Example 5. 

EXAMPLE 1 

A monoclonal antibody was raised against sperm 
whale myoglobin using the usual techniques. This 
monoclonal antibody was tested against a set of catamers 
with tne general formula: 

Y-0,-O l -L:<-{solid supports. 

Th-ree pairs of reacting monomers bound :o the :.r.:.-<ers 
-itn approximately equal response and -ere s ign : f * c: n t 1 v 
"igher than other pairs of r.oncr.ers. The sequences -;re 
1-7 . and E-«. 

A further set of ca:ar.ers was s y n z - e s i z ed w > c n 
comprised all 4 -ca tamers which could be -ace from tne 
set of monomers; Clutamic acid (S), ?hen-/ la I An me (r), 
Histidine (H) and Leucine '{ U . The following ca tamers 
were found to bind significantly hie.ner "an tne 
remaining catamers:- 



small group of short mimotopes can now hecome the 
candidates for further extensions. 

EXAMPLE 2 

A monoclonal antibody was raised against :pera 
whale myoglobin using the usual techniques. This 
monoclonal antibody was tested against a set of catamers 
with the general formula: 

Y-Oj-Oj-Lx- (solid supportl . 
Three pairs of reacting monomers bound to the catamers 
with approximately equal response and were significantly 
nigher than other pairs of monomers. The sequences were 
Z-? , Z-L and E-H . 

Six : u r t K c : sets of catamers -ere synthesized using 
:.-.c ?* its Z-T , Z-L ar.d £-M as starting points. Using 
t--» Z~? pair as an *r..impLe. the catamers ir. -aach set had 
t r e ; e r. e r a L 5' rr.u 1 a : • 

'r-r.-r-i.Jc- ( sol :i support 1 , or 

*r-£-Sp-r-L:<- I so 1 id support!. 
Sp is a spacer molecule from the set o: 
=eta-alanine, glyti.vj and L-prolir.e. ";::r.c::"c:i the 
L-=pcical isomer of both tr.e Glutamic acid *r.z 
?*eny la la nine were systematically, substituted :"or the 
:.-optical isomer. 

The catamers which gave the best response from each 
set of catamers were 

O-Clutamic acid - '--Proline - t.-?h* ny Li 1 an m.e 

LrGlutamic acid - l-Lcurir.e. and 
O-Clue imic acid - '.-Proline - O-Histidin*. 



~hese results snow that th* monomers T and H were tetter 
positioned r.on-ad}acent to E; furthermore . E and L are 
best positioned adjacent. The optical isomers in the 
catamers which gave the best binding suggest a structure 
S 'or a strongly binding mimotope as set out below. It is 
to be" noted that the sperm whale myoglobin molecule does 
*ave a region which is similar to the predicted 
mimotope. Obviously, this predicted mimotope becomes a 
- candidate for further extension. 

10 

The structure below is a two dimensional 
representation of the spatial relationship between the 
amino acids, F, E, L, and H when bound to a monoclonal 
antibody against sperm whale myoglobin (see Example 2). 
i$ 1c must be noted that this is an illustration only and 
-ust not be interpreted to mean that the cataner 
illustrated is planar. "urthe rmore , the bonds joining ~ 
to E jr* 4 to H are meant to represent a distance 
greater tn.i.n th^* of a peptide bond. 



i 

••'.en Li.ia structure is compare, vitn - r u " 

r rys to I lography structure of myoglobin. it is o: 
considerable interest to note that the s-2q-er.ee 
-"-L-E-L- appears at positions 135 to 133 and tn-*re 
ire two hi st id ire residues (at positions 31 ar.d 32) ir. 
close proximity to the glutamic acid it position '.3*5. 
This gives considerable credence to the postulated 
structure of the eoitop* « f -.he mcr.ee lc.-.« 1 d.i v. iuuuy . 

EXAMPLE 3 

A mimotope to a rc.roclor.al antiserum :»:sed acair.s: 
Toot and .Mouth Disease Virus --as delineated to :-e 
sequence w-q-m-C-H-S. a series of catamers -ere 



synthesized in which a beta-alanine residue was 
introduced systematically between monomers. The 
sequence w-q-m-3-G-H-S gave a response which was 
significantly larger than the base sequerce, where 3 
represents beta-alanine. r t was further found that 
excellent binding to the antibody was achieved with the 
sequences: 

W-0-M-3-3-M-S 
W-0-M-S-8-8-H-S 
which suggests that the glycine in the starting mimotope 
was a spacer oetween two reacting elements, w-q-m and 
H-S. Thus it can be clearly seen that the 'mimotope is 
made up of two parts: furthermore, the joining together 
of these parts is not critical for the mimotope to be 
able to react strong 1/ with the antibody. 

A further set of catamers were synthesized in whicn 
-.re D-optical isomer systematically replaced the 
'--optical isomer monomer in the starting mimotope. The 
results of testing the antibody showed that for 

stror.gest binding, the monomers in each element should 
-jve the same optical isomer And that there was a 
preference for the monomers i- the w-O-m element to ae 
:~e 0 -opt :ca I isomers whereas tr.e monomers in element 
H-S should be L-opticaL isomers. These results can be 
i-terprsted to mean that the epitope to the an.tibody is 
made up of two adjacent an ti -pa ra I le I chains in which 
t.-.e chain direction is m-Q-w and the second cnain is 
H-S. This prediction leads to the suggestion that 
another mimotope to the monoclonal antibody would be:- 

C-H-S-3-C-v»-o-* 
This was synthesized and found to react with comparable 
binding to the antibody as the strongly binding 
catamer:- 



Thus, the way in which tfle cwo eLements w-q-i and H . s 
are joined together is irrelevant to the ability ; 0 
combine with the antibody so long as their relative 
positions remain the same. The best nimotope as a 
potential imnunogen w iU be one in which these elements 
are joined together from both sides in order to .-ninimize 
conformational mobility. 

EXAMPLE 4 

A monoclonal antibody (S093-7) caised dgainst rooc 
ind Mouth Oisease virus was tested with catamers with 
the general formula:- 

Y*0 2 -0 l -Lk- ( sol id support! 
:t was found chat the dipeptide o-F reacted 
significantly more stronqly^with the monoclonal ant^cdy 
man with any other dipepriie. 

Further sets o: catamers ** re " syntne s ; zed v i:n tr.e 
c^.-.cral formulae: 

V - 0 - r - 0 3 - r . > - ( s o I : d s,;::c::! 

* r. £ 

"^-Oj-C-r - Lk- ( sol ;d support I 
^ t-ese set; zi zzzzrcrz vera :5«c:^ -it:-, tr.* 
tnti**rum i c w*s rn.mH - r t K« :c I Lew • - - ~ 
eacted significantly better with the monoclonal 
ntibody than any o: the others 

MrQ-F 

r.-n-r 
q-f-q 
q-f-c 

his srr.ail group of short rumotopes can new hecor.e t h* 
andidates for further extensions. 



LO 
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EXAMPLE 5 

A aonoclcnai antibody (S218-4) was raised 
against huaan chorionic gonadotrophin using the usual 
techniques. This was tested with catamers with the 
general formula:- 

Yj-Oj-O^-LJc- (solid support! 
where Y^ is 3-alanyi-fl-alanine . It was found that the 
dipeptide in the designated positions which bound most 
strongly to the monoclonal antibody was F-A. 

Further sets of catamers were synthesized w lt h 
the general formulae: - 

Yj-O^-Sp-F-A-Lfc- (solid support] 

and 

,5 ^-F-A-Sp-Oj-CJc-fsolid support! 

where Sp is a spacer which is an element of the set 

(null, 3-aianir.el. and Y ? - is the end group, 3-aianyl. 

The set o: monomers used in the designated position 3. 

-as extended to mcludo both the L- and 0- optical 
,q ;sc.T.ers o: tr.e ccrvr.on alpha amino acids, and tne unusual 

ir.ir.c acids, a-amj.no butyric acid, ?-anmo butyric aci=. 

--r.orr leucine , sarcosme . ornithine. L-no rva 1 ir.e . 

---cmopner.ylalan:-*, i-alanir.e. when tnese sets 0: 

ritarers were reacted with the monoclonal antibody 
2i -as rounc that the catan.ers vnich reacted strongly 

- ^ r £ ; - 

v - a - r . 

*2 "0 " ' 

d.nd 

V A D ---A 

20 w *ere ? Q and A Q represent the D-opticai isomers o: 
proline and alanine, respectively. 

Further sets of catamers were synthesized 
the general formulae: - 
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and 



Y 2~°4~ S P- ? D - r - A - r -*- ( sol:d support! 
r l" ? 3* ? -*-Sp-0 4 -Uc- (solid support] 
Y 2"°4" s? * a d" f " a " LJc ~ 'solid support] 



-A o -F-A-Sp-0 4 -L)c- (solid support] 
where the extended set of monomers was used in the 
designated position 0^ . When these sets of catamers 
were reacted with the monoclonal antibody it was found 
that the catamer which reacted most strongly was:- 

where 0 0 represents the 0-optical isomer of aspartic 
acid. 



Further sets of catamers were synthesized with 
the general formulae:- 

Y,-0 5 -Sp-? 0 -F-A-o 0 ^f(soUd support! 
and * 

-? 0 -r-A-0 0 -S?-0 - -Lie - (solid support: 
-^ere the extended set of monomers was used in the 
designated position o. . when these sets of catamers * 
-ere reacted wit* the monoclonal an- loedy it was four.-; 
:r.at tr.e catamer which reacted most string'.-- -izr\ the 
ir. t ibody vj s : - 

2 0 ' ' D * J 0 
•-nere 5 represents i-alanine and had :ec:, included 

the synthesis of the catamer as a spacer. 



Pre treatment of .the monoclonal anticcdy vi-.n 
human chorionic gonadotroph in completely removed the 
30 ability of the antibody zo react with the catamer 

3 ~ R C* 3 " ? 0" r " A "°0 thus ^"tracing the specificity of 
the mixotooe . 
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This txar.plc illustrates the application of 
the invention to the detection of a.simotope to a 
receptor which is not an antigen to which an antibody 
has been raised. This Example detects mimotopes of a. 
receptor to which a virion binds. In this case the t* 
system for detecting binding to catamers has to be 
modified. In this Example, the synthesized catamers aj 
allowed to react with influenza vir.r articles (strak 
A-Shearvater/l/72) . After reaction the catamers are 
washed to remove unbound virus particles. The presen* 
cf bound virus particles was detected by reacting wit^ 
polyclonal antibody IS227-1) which had been raised 
against the haemag lut in in of influenta virus 
A/Shearvater/t/72 . Antibodies which had reacted with 
:he bound virus -were detected in tne usual way by Ziz^ 

^ set o: z±z^T.ei^* was syn ches 1 r.cri w;tn tne 
: - *.* r .1 . : t r— j I a : - 

: *i " D :°: -:->•- 'so! id support I 
: ~ e 7~ou?, • [' - -s 2-aia.v/l-S-aiar.i.--. T^e 

sot c : r.zr.zr.i : s -men was used in the designated 
"s:::cns 3. jnd 3, consisted o: the 0- and optica 1 . 
:5cr.ers o r tne corrnon aip.na amino acids. wnen the 
rata.-ers were reacted with a suspension of influenza 
v :r -?~s strain A/ Shea rwa t* r/ I /7 2 , particles bound to 
dip^ptides at the designated positions:- 



and 



n-i 9 
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-here :.».< suffix ^ indicates the D-optical isomer - 
the seated anino acid. After renoval of the bound 
virus fron the cata.mers, the ea tamers were reacted with 
the polyclonal antibody S227-1 at the same concentration 
as that used to detect bound virus to ensure that the 
peaks found were due to binding of virus rather than 
binding of the polyclonal antibody. 

further sets of catamers were synthesized with 
the general formulae:- 

^-Dj-Sp-A^-K-Lk- (solid supportl 

Y l-*0- K -Sp-D 3 -L>c-<solid support! 
where ^ - represents the S-aianine end group and Sp is 
an element of the set of spacers, ( nu 1 1 . 3-a Unine 1 . The 
set of monomers used at the designated position D 3 was 
the extended set as described in Example 5 . When these 
sets of catamers -ere reacted with influenza virus 
strain A/Shear-ratec/l/72. virions bound most stronglv to 
tr.o t»:i-er - 



This rumple demonstrates tn 
2ft applied -.3 the determination. 



at the : r.vcr. ; 



o: m;.T.c-3oes o: 
recep-.cr molecules and ligands :n general. 
:-?le.r.er.tatior. o: the method is limited C nlv 
Ability to detect the presence of binding, to the set 
catamers. 
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l * * sieved of detecting or determining the 

sequence of monomers which ia 4 topographical equivalent 
°* «e Ugand which is complementary to a particular 
receptor of interest, the method comprising the steps 



1 



synthesizing a plurality of catamers, each 
said catamer being of the general formula: 



V°i 



D 2 



wherein 0 X represents a designated monomer 
selected from a first see of aonomers. and _ 2 
represents a designated monomer selected from 
a second set of monomers which may be the same 
as or different ta said first set of monomers; 
said plurality of catamers comprising cataners 
in whi h each designated monomer is 
systematically -aried to contain refers froni 
:.ne respective set of monomers; 

contacting cacn. cacaner with the :cceo;o: z : 
interest , and . 



2 • detecting or determining the presence or 

absence of binding between each cat^er a.-.c 
said receptor. 

A method according to claim I, comprising 
urther steps of : - 

a. synthesizing a further plurality of catamers. 
each said catamer being of the general 
formula: 



a 
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-herein 0 1 and 0 2 are as defined above, i n -lain 1. 
*nd D 3 represents a designated monomer selected 
Jrom a third set of monomers which may be the sane 
as or different to either the first or the second 
set of monomers, and 

performing steps 2 and 3 as defined in claim I 
with said further plurality of ca tamers. 

3 - A method according to claim 2, wherein steps 
and b. are repeated with the systematic addition off 

further monomers to the catamers. 

4 - A method according to any one of claims 1 to 3 
comprising the further steps of:- 

A. synthesizing a. plurality of additional 

catamers, each said additional catamer being 
cf the :en*r^l rnncU : 
0,-30-0, 

-herein 0, d-d o, are as defined in claim ; 
a.-.d So is a spacer moLecule which car. modify 
the relative orvertation o: tne monomers D. 
and 0, ; er.d 

2. performing steps 2 ar.d 3 as defined in claim 1 
with said plurality of additional catamers. 



3 . 



A method according to claim 2 or claim 3, 
wherein steps a. and b. are repeated with the systematic 
introduction of a spacer molecule So as defined in claim 
^ into all possible positions of the further pluralities 
of catamers as defined in claim 2 or claim 3.. 
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5 - A method according to any one of claims I to 

5. comprising the further step of systematically 
replacing the monomers in any 0 * the catamers referred 
to above with their optical isomers, either individually 
or in combinations of monomers, and again performing 
steps 2 and 3 as defined in claim 1. 

: * A method according to any one of claims 1 to 

•> , comprising the further step of systematically 
replacing the monomers in any of the catamers which bind, 
with the receptor of interest, either individually or in 
combinations of monomers, with other monomers selected 
from the respective set(s) of mononers, and again 
performing steps 2 and 3 as defined in claim I. 

3. X method according to claim I, wherein each of 

said plurality of catamers is synthesized on a solid 
support, and the general formula: - 

V -D, -0, -LX- ( sol id suocort! 
2. and 0^ are as defined in claim i. i< 
represents a linker molecule, and C is an end croup c: 
: -e ca - ».-.e r . 

■ method according to claim -nerei.n c : 

s a - - plurality of add i tic n.al catamers is syr. t.-.e s i - od on 
i solid support, and has the general forr.ula:- 

•f-Oj-Spp-O^Ljc-tsolid support] 
■-'-ere in D ^ and 0, are as defined in claim 1. 5? is as 
fefir.ed in ciaim 4, and LX and rare as defined m 
claim 8. 
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"IMPROVED METHOD FOR DETERMINING MIMOTOPES" 

This invention relates to a method of 
detecting or determining a sequence of monomer molecules 
which corresponds to the ligand molecule for a 
particular receptor. The sequence of monomer molecules 

5 so determined is the mimotope (defined below) of the 

particular ligand. The mimotope which is determined by 
this method may not have any obvious or direct 
relationship to the natural ligand molecule, but will 
share with it the ability "to react with the receptor, 

10 and indeed, the mimotope so determined may be modified 
to incorporate specific or additional properties in the 
reaction with the receptor. Such a mimotope could then 
be used to replace the natural ligand in the treatment 
or prevention of particular disease or it may be used to 

15 mediate a particular biological effect. 

As used throughout this specification, the 
terms listed below have the following meanings:- 

20 receptor: a molecule or molecular complex which 

will combine specifically with its particular 
ligand molecule. it is those receptors which 
on binding with their particular ligand (s) 
mediate a biological function that are of most 

25 interest- Examples of receptors include, but 
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are not restricted to, the common class of 
receptors associated with the surface membrane 
of cells and include, for instance, the 
immunologically important receptors of 
B-cells, T-cells, macrophages and the like. 
Another example is receptors for acetyl 
choline on nerve cells which cause a nerve 
pulse to be transmitted down the length of the 
neuron when the receptor molecule reacts with 
its ligand, acetyl choline. 



15 



epitope: the specific surface of an antigen 

molecule which is delineated by the area of 
interaction with the sub-class of receptors 
known as antibodies* 



catamer : 



20 



25 



30 



monomer: 



35 



a polymer molecule which is a precisely 
defined linear sequence formed by the 
condensation of small molecules. Note that 
this term includes molecules in which 
different types of condensation reactions are 
used to join the small molecules. A number 
prefixed to the word "catamer" implies that 
the catamer is formed by the condensation of 
the indicated number of small molecules , for 
example, 8-catamer means that the catamer is 
made up from eight small molecules. Examples 
of catamers include any given peptide and any 
given oligo-saccharide. 

a member of the set of small molecules 
which can be condensed together to form a 
catamer. The set of monomers includes but is 
not restricted to, for example, the set of 
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common L-amino acids, the set of D-amino 
acids, the set of synthetic amino acids, the 
set of nucleotides, and the set of pentoses 
and hexoses. 



peptide : 



10 



mimotope : 



15 



20 



25 



a catamer in which the small molecules 
are alpha-amino acids and which are joined 
together through a peptide bond, in the 
context of this specification it should be 
appreciated that the amino acids may be the 
L-optical. isomer or the D-optical isomer. 

a catamer which in at least one of its 
conformations has a surface region with the 
equivalent molecular topology to the binding 
surface of the ligand molecule of which it is 
the mimic. In the context of immunological • 
receptors, the mimotope mimics the. epitope of 
the antigen. 



complementary: refers to the matching together of 

the reacting surfaces of an ligand molecule 

and its receptor. Thus, the receptor and its 

ligand can be described as complementary, and 

furthermore, the contact surface 

characteristics are complementary to each 
other. 



30 



paratope: the combining site of an antibody which 

is complementary to a particular epitope. 

ligand molecule: is the mo i e cule which binds to 

a particular receptor and when bound to it 



35 



mediates the biological function associated 
with that particular receptor. 



Examples of receptors which can be 
investigated by this method include, but are not 
restricted to:- 



hormone receptors: for instance the receptors for 

insulin and Growth Hormone; determination of 
the mimotopes of the ligands binding to these 
receptors may lead to the development of an 
oral replacement of the daily injections which 
diabetics must take to relieve the symptoms of 
diabetes, and in the other case, a replacement 
for the scarce human Growth Hormone which can 
only be obtained from cadavers or by 
recombinant DNA technology. Other examples 
are the vasoconstrictive hormone receptors; 
determination of the mimotope of the ligand 
binding to these receptors may lead to the * 
development of drugs to control blood 
pressure. 



opiate receptors: determination of mimotopes of 

the ligands binding to the opiate-receptors in 
the brain may lead to the development of 
less-addictive replacements for morphine and 
related drugs* 

microorganism receptors: determination of mimotopes 

of the ligands binding to a receptor such as 
specific transport proteins or enzymes 
essential to survival to microorganisms, may 
lead to a new class of antibiotics. Of 
particular value would be antibiotics against 



protozoa and those bacteria resistant to the 
antibiotics in current use. 



enzymes: for instance f the enzymes responsible for 

cleaving neural transmitters; determination 
of mimotopes able to modulate the action of 
the enzymes which cleave the different neural 
transmitters may lead to the development of 
drugs which can be used in the treatment of 
disorders of neural transmission? and, 



antibodies: for instance the ligand-binding site 

on the antibody molecule which combines with 
the epitope of an antigen of interest; 
determination of a. mimotope for the epitope 
may lead to the development of vaccines of 
which the immunogen is based on one or more 
mimotopes or diagnostic agents* or compounds 
useful in the therapeutic treatment of 
autoimmune diseases. 



Examples of ligands which can be investigated 
by this method include, but are not restricted to:- 

toxins and venoms: for instance, the combining 

site of the toxin molecule which reacts with a 
particular receptor in the body to give the 
particular symptom (s) of intoxication; 
determination of mimotopes to the combining 
site of the ligand may lead to the development 
of drugs which can be used to treat 
envenomation by snakes and other poisonous 
animals without the side effects of 
heterologous antivenenes. 

virus and other microorganism capsid molecules: 
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30 



for instance, the combining site on the virus 
coat molecule which reacts with a particular 
receptor on the cell membrane in the body and 
which allows the virus to invade and thus 
infect the particular cell; determination of 
mimotopes to this combining site may lead to 
the development of drugs which specifically 
prevent intracellular invasion by the virus 
and thus prevent their replication. 



It is a primary object of this invention to 
detect or determine one or more short sequences of 
monomers (catamers) which selectively combine with a 
particular receptor so as to mediate its biological 
15 function. These catamers are the mimotopes of the 

ligand. This information is invaluable for the design 
of very specific diagnostic and therapeutic agents. 

The most usual group of small molecules which 
20 may be condensed together to form a catamer is the group 
of alpha-amino acids. However, other molecules which 
are consistent with a different chosen chemistry may 
also be used; for example, catamers formed from the 
specified sequential condensation of nucleotides or 
25 saccharides. Another group of small molecules would be 
the non-gene tically coded amino acids such as beta-amino 
acids, which may be used to advantage to add an 
additional bond at specified positions within the 
catamer. 



The method of the present invention is based 
on the realisation that a given receptor will 
specifically react with a catamer which is the mimotope 
for the ligand to which the receptor is directed, it 
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further relies on modern techniques of immunology to 
detect reaction between a receptor and its ligand when 
both are present. 



5 In Australian Patent Specification No. 

45339/85 it is proposed to delineate mimotopes based on 
an overall length of about 8 monomers. It is now clear 
that the preferred method for the delineation of 
mimotopes is from shorter catamers (2 or 3 monomers 

Xo long) made up from all combinations of monomers from 
either: - 

(i) two sets of monomers, which may be identical; or 

(ii) three sets of monomers, of which the centre monomer 
of the catamer is selected from a set of special 

15 chosen monomers which confer known spatial 

relationships on the other two monomers, the 
remaining monomers of the catamer coming from two 
sets of monomers which may be identical. 
Furthermore, it has now been shown that the sensitivity 
20 of detection of binding to receptors is reduced in some 
instances where the monomers are synthesized in catamer 
preparations as disclosed in Patent Specification No. 
45339/85. 



25 We have now demonstrated that reaction is 

readily detected between a receptor and short mimotopes. 
These short mimotopes when condensed together then bind 
to the receptor with either a greater affinity or with 
greater specificity for that receptor. This reaction 

30 can be detected even when the short mimotope presented 
to the receptor is as small as two monomer molecules 
long. By determining the optimum short mimotope at each 
stage and then testing further variants, the final 
structure of a strongly-binding mimotope can be 

35 determined. 
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According to the present invention there is 
provided a method of detecting or determining the 
sequence of monomers which is a topographical equivalent 
of the ligand which is complementary to the particular 
5 receptor of interest and prior knowledge is irrelevant 
about the identity, structure and sequence of the 
receptor or its ligand. The method comprises the steps 
Of:- 

10 1. synthesizing a plurality of ca tamers, each said 
catamer being of the general formula: 

D 2- D l 

wherein D x represents a designated monomer selected 
from a first set of monomers, and D 2 represents a 

15 designated monomer selected from a second set of 

monomers which may be the same as or different to 
said first set of monomers; said plurality of 
ca tamers comprising catamers. in which each 
designated monomer is systematically varied to 

20 contain members from the respective set of 

monomers ; 

2. contacting each catamer with the receptor of 
interest, and, 



25 



30 of: 



detecting or determining the presence or absence of 
binding between each catamer and said receptor. 

The method may also comprise the further steps 



synthesizing a further plurality of catamers, each 
said catamer being of the general formula: 

D 3" D 2" D 1' or 
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D 2- D l- D 3 

wherein and D 2 are as defined above, and 
preferably represent a combination of monomers 
corresponding to a catamer which binds to said 
5 .receptor, and D 3 represents a designated monomer 

selected from a third set of monomers which may be 
the same as or different to either the first or the 
second set of monomers, and 

10 b. performing steps 2 and 3 as described with the 
further plurality of catamers. 



The procedure of steps a. and b. above may be repeated 
to further "extend" the catamers by systematically 
15 adding further monomers to the catamers, and testing ij 
the same manner as in step b, above. 

In another important aspect, the metho'd of 
this invention may comprise the steps of: 

A. synthesizing a plurality of additional catamers, 
each said additional catamer being of the general 
formula: 

D 2- S ?- D l 

wherein D 1 and D 2 are as defined above and Sp is a 
spacer molecule which can modify the relative 
orientation of the monomers D l and*D 2 ; and 

B. performing steps 2 and 3 as described above with 
30 the Plurality of additional catamers. 



20 



25 



The spacer molecule "Sp" as described above may also be 
systematically introduced into all possible positions of 
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25 



10 

the "extended" catamers referred to above, and tested in 
the same manner as in Step B. above. 

In yet another aspect, the method of the 
invention may further comprise the steps of t 
systematically replacing the monomers in any of the 
catamers referred to above with their optical isomers, 
either individually or in combinations of monomers, and 
again performing steps 2 and 3 as described above. 



In a further aspect, the method may further 
comprise the steps of systematically replacing the 
monomers in any of the catamers referred to above which 
bind with the receptor of interest, either individually 
or in combinations of monomers, with other monomers 
selected from the respective set(s) of monomers, and 
again performing steps 2 and 3 as described above. 

It will be apparent that the method of this 
invention requires no previous information about the 
nature of the ligand and in particular it requires no 
foreknowledge of the sequence of monomers which make up 
the ligand. In fact, it is not necessary for the 
application of this invention to know the source or 
identity of the ligand to which the receptor is 
directed. Furthermore, this invention makes no 
assumptions about the nature of the" ligand of the 
particular receptor. This method will identify 
mimotopes of discontinuous as well as continuous 
30 ligands. Because of the very nature of the method of 

the invention it will be appreciated that mimotopes may 
or may not consist of members of the same set of 
monomers which make up the ligand of which it is the 



mimic . 
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The plurality of catamers required to be 
synthesized in the application of this invention may be 
prepared by any of the known method of catamer 
synthesis. The preferred methods when the monomers are 
5 amino acids is to use the solid phase technique 
described in Australian Patent Specification No. 
25429/84 , whereby each catamer is synthesized on a 
polyethylene support. 

10 The following is a detailed description of one 

embodiment of the present invention when applied to the 
determination of a mimotope for a ligand able to bind to 
a receptor when that receptor is an antibody. In this 
context, the ligand is usually referred to as the 

15 epitope for the antibody. Preferably the method of the 
present invention is carried out by screening a 
plurality of synthesized catamers against the antibody 
of interest. Ideally the antibody will be a monoclonal J 
antibody which can be prepared by any of the usual 

20 methods. Polyclonal antiserum from humans and animals 
may be used if a source of monoclonal antibody with the 
desired characteristics is not available, however, 
analysis of the resulting data may be complicated 
because the reaction observed could be from more than 

25 one monoclonal antibody. When using polyclonal 

antiserum it may be necessary to reduce the antibody 
diversity by using techniques well known to those 
skilled in the art, for example iso-electric focusing, 
HPLC-based chromatography or affinity chromatography. 

30 

Current indications suggest that an epitope 
mimicked by a catamer which is usually about six 
monomers in length when the monomers come from the set 
of alpha-amino acids. It is to be understood, however, 
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that the present invention is not restricted to 
sequences formed from six monomers. The ability of the 
6-catamer to be the mimotope of the epitope is not 
critically dependent on every position having a 
designated monomer. It has been found that certain 
positions in most mimotopes are not restricted to a 
single designated monomer for binding with the receptor. 

— ^"thesis of a pluralit y of cata^r.. . 

As noted above, the preferred method of 
applying this invention is to synthesize the catamers on 
a solid support, m this embodiment, the plurality of 
catamers will all have the general formula: 

15 ^-Dj-Dj-Lk- (solid supportl , 

where «Lk» represents a linker molecule which provides a 
suitable end group for condensing the monomers to the 
solid support. - Dl - and "D 2 « represent designated 
20 Positions occupied by monomers which are selected from 
known sets of monomers; but which are altered 
systematically between catamers. it should be noted 
that the set of monomers used for the D. designated 
position need not be the same set of monomers used for 
25 the D 2 designate position. - Y » in the general formula 
is an . end group of the catamer and may be, but is not 
restricted to, for example a hydrogen atom or an acetyl 
group. "y may also be another molecule which is 
coupled to the catamer to preserve particular 
characteristics of the molecular environment of a 
peptide bond at the amino terminal designated position. 

If i is the number of members in the set of 
monomers, to be coupled in the Dj position and J is the 



30 
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number of members in the set of monomers to be coupled 
in the D 2 position then a total of i. j_ different 
catamers will be synthesized. 

In the present embodiment, the support rods 
are prepared so that the monomers can be coupled to them 
by coupling an appropriate linker molecule. 

For the coupling at the D x position, each rod 
will be treated with a reaction mixture which contains 
only a single monomer such as a protected amino acid or 
the like. In this position each of the i monomers are 
coupled to i rods. For the coupling at the D 2 position 
each rod is treated with a reaction mixture which 
15 contains a single monomer such as a protected amino acid 
or the like. Each of the 2 rods which has a particular 
monomer in the D ± position will have a different monomer 
coupled at the D 2 position, in this way every 
combination of the members of the set(s) of monomers 
20' will be found in the i. rods. 

The desired end group, "Y" , is then coupled using 
the appropriate chemistry. 

25 After synthesis of the plurality of catamers 

any side-chain protective groups are removed from the 
catamers using the appropriate techniques and the 
rod-coupled catamers are washed. 

30 Ifc h as been found to be a preferred embodiment 

of the invention to synthesize more than one set of 
plurality of catamers to aid in the analysis of data. 
Thus, as well as synthesizing catamers with the general 
formula 

35 
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Y-Dj-Dj^-Lk- (solid support] 

as described above, additional sets of catamers may be 
prepared with the general formula 

5 

Y-D 2 -Sp-D 1 -Lk- (solid support] 

where "Sp" is a spacer molecule which may restrict the 
relative orientation of the monomers at the designated 

10 positions to a particular geometrical configuration (s) . 
The spacer molecule may also be deliberately chosen to 
allow a greater flexibility to the relative geometric 
configuration between monomers in the designated 
positions, and D 2 . it should be noted that members 

15 of the set of spacer molecules may be made up from the 
condensation of more than one monomer. Examples of 
spacer molecules include, but are not restricted to 
glycine (approximately linear extension) , beta-alanine 
(increased flexibility) , proline (forced bend) , 

20 glycyl-proline (extended bend, otherwise known as 
reverse bend in protein structure terminology) and 
o-aminobenzoic acid (a planar bend) . 

By analyzing the results from these sets of 
25 catamers the preferred spatial relationships between 
monomers in the mimotopes can be deduced as will be 
shown in the appropriate examples given below. 

B. Tes ting of the plurality of catamers . 
30 The Plurality of catamers prepared as in A. 

above are then contacted with the particular antibody of 
interest. The reaction between antibody and each 
catamer can then be detected by any of the usual 
methods, for example, radioimmunoassay (RIA) . However, 



WO 86/06487 



PCT/AU86/00U0 



15 

the preferred method of detection is to use the well 
known enzyme-linked immunosorbent assay (ELISA) . 

At the end of each assay antibodies can be 
5 removed from the catamers by, for example, washing with 
a solution of 8M urea, 0.1% 2-mercaptoethanol and 0.1% 
sodium dodecylsulphate followed by several washes in 
phosphate buffered saline. In this way the plurality of 
catamers may be used for testing with many other 
10 antibodies. 



C. Analyses of the data 

In the testing of a set of catamers with 
antibody it has been found that certain catamers will 

15 show "detectable binding with the antibody. These 

reacting catamers identify useful combinations of the 
members of the set(s) of monomers. These combinations 
of monomers are short mimotopes which, when extended, 
may bind to the antibody with a greater affinity or 

20 alters specificity. Analysis of the data is greatly 

facilitated by including a number of control peptides in 
the synthesis which aid the determination of significant 
responses. Further analysis of the data can be carried 
out in a number of ways. These include 

25 

1. permutating each of these reacting combinations of 
monomers to create a list of catamers which will 
include mimotopes which bind to the paratope; each 
catamer in this list can be regarded as a possible 

30 mimotope; 

2 . selecting candidates from the list of reacting 
combinations of monomers and further synthesizing 
sets of catamers in which the known reacting 

35 
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10 



15 



combination of monomers is held constant and 
further monomers are added systematically at either 
end; thus in the example above, a suitable set of 
such catamers would include catamers with the 
formulae 



and 



Y-D 3 -A 2 -A 1 -Lk-( solid supportj 



Y ~ A 2~ A l~ D 3~ Lk ~ (solid support] 
where ^ and A 2 constitute the reacting combination 
of monomers from the previous results and D is the 
new designated position where each of the members 
of the set of monomers is systematically varied? 
and ' 

3. combining the results from different sets of a 

plurality of catamers and analyzing the results to 
deduce a single sequence of monomers, or a small 
number of such sequences which would bind to the 
antibody of interest. Analysis of this data is 
possible as the reacting combinations of monomers 
when they are adjacent to each other are now known, 
as well as the reacting combinations of monomers 
when they have particular geometrical 
configurations between them. m this way, these 
data can then be interpreted to predict the 
structure of the mimotope when bound to the 
antibody; this approach will be of greatest 
benefit when the antibody used to test the 
plurality of catamers is a monoclonal antibody. 

The procedure given in 2. above can be 
repeated until no further enhancement of binding is 
achieved by additional extending of the mimotope. 
Ideally, the sequence of the mimotope should be checked 
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by regularly synthesizing and testing replacement nets 
of the mimotope to obtain the optimally-binding mimotope 
for further extension as described in Australian Patent 
Specification No. 25428/84. 

5 

D. Synthesis of selected catamers 

The selected catamers can be synthesized using 
similar methods to those used in A. After the selected 
catamers have been synthesized they are reacted with the 
10 antibody of interest. It is then simple to select the 
catamer which binds most strongly with the antibody. 

The binding of the mimotope with the antibody 
can be further enhanced by synthesizing a further 

15 plurality of catamers based on the sequence of the most 
strongly binding mimotope. This plurality of catamers 
consists- of adding spacer molecules (-Sp-) 
. systematically at all positions- of the mimotope; and 
where feasible systematically replacing each monomer of 

20 the catamer with its optical isomer. Testing of this 
set of catamers with the antibody will give invaluable 
information about the relative orientation of the 
monomers and their stereochemistry as required for 
binding with the antibody. 

25 

In Examples 1, 2, 3 and 4 given below, the 
mimotopes are being determined for the antigen against 
which different monoclonal antibodies were raised. The 
defined set of monomers is the set of the common L-alpha 
30 acids unless otherwise specified. The linker molecule, 
-Lk-, was 3 amino-N (6-aminohexyl) -propanamide and the 
end group, Y-, was the acetyl moiety. In Example 5 
below, the mimotope is determined for an antigenic 
determinant of human chorionic gonadotrophin which 

35 
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induced a monoclonal antibody. The linker molecule, 
-Lk-, is the same as that used in earlier Examples. The 
end group, Y-, is either 8-alanyl-B-alanine or 
S -alanine. The defined set of monomers was extended to 

5 include the D-optical isomers of the common alpha amino 
acids and several unusual amino acids. In Example 6 
below, the mimotope is determined for a receptor site on 
viruses. The linker molecule, -Lk-, is the same as for 
earlier Examples. The end group, Y-, is either 

10 6-alanyl-6-alanine or 6-alanine. The defined set of 
monomers was extended as described for Example 5. 

EXAMPLE 1 

A monoclonal antibody was raised against sperm 
15 whale myoglobin using the usual techniques. This 

monoclonal antibody was tested against a set of catamers 
with the general formula: 

Y-D 2 -D 1 -Lk- (solid support]. 

20 Three pa'irs of reacting monomers bound to the catamers 

with approximately equal response and were significantly 
higher than other pairs of monomers. The sequences were 
E-F, E-L and E-H. 

25 A further set of catamers was synthesized which 

comprised all 4 -catamers which could be made from the 
set of monomers; Glutamic acid (E) , Phenylalanine (F) , 
Histidine (H) and Leucine (L) . The following catamers 
were found to bind significantly higher than the 

30 remaining catamers :- 

L-H-E-F 
L-H-F-E 
F-L-H-E 
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F-H-L-E 
H-E-F-L 



This small group of short mimotopes can now become the 
candidates for further extensions. 

EXAMPLE 2 

A monoclonal ^ntibody was raised against sperm 
whale myoglobin using the usual techniques. This 
monoclonal antibody was tested against a set of catamers 
with the general formula: 

Y-Dj-Dj-Lk- (solid support]. 
Three pairs of reacting monomers bound to the catamers 
with approximately equal response and were significantly 
15 higher than other pairs of monomers. The sequences were 
E-F, E-L and E-H. 

Six further sets of catamers were synthesized using 
the pairs E-F, E-L and E-H as starting points. Using . 
the E-F pair as an example, the catamers in each set had 
the general formula :- 

Y-E-F-Lk- (solid support], or 
Y-E-Sp-F-Lk- (solid support], 
where Sp is a spacer molecule from the set of 
beta-alanine, glycine and L-proline. Furthermore the 
D-optical isomer of both the Glutamic acid and 
Phenylalanine were systematically substituted for the 
L-optical isomer. 



35 



The catamers which gave the best response from each 
set of catamers were 

D-Glutamic acid - L-Proline - L-Phenylalanine 

L-Glutamic acid - L-Leucine, and 
D-Glutamic acid - L-Proline - D-Histidine. 



WO 86/06487 



PCT/AU86/00110 



10 



20 



25 



30 



35 



20 

These results show that the monomers F and H were better 
positioned non-adjacent to E; furthermore, E and L are 
best positioned adjacent. The optical isomers in the 
catamers which gave the best binding suggest a structure 
for a strongly binding mimotope as set out below. It is 
to be noted that the sperm whale myoglobin molecule does 
have a region which is similar to the predicted 
mimotope. Obviously, this predicted mimotope becomes a 
candidate for further extension. 



The structure below is a two dimensional 
representation of the spatial relationship between the 
amino acids, F, E, L, and H when bound to a monoclonal 
antibody against sperm whale myoglobin (see Example 2). 
15 It must be noted* that this is an illustration only and 
must not be interpreted to mean that the catamer 
illustrated is planar. Furthermore, the bonds joining F 
to E and L to H are meant to represent a distance 
greater than that of a peptide bond. 



C 

L*E - Ln 

hJ 

When this structure is compared with the X-ray 
crystallography structure of myoglobin, it is of 
considerable interest to note that the sequence 
-F-L-E-L- appears at positions 135 to 138 and that there 
are two histidine residues (at positions 81 and 82) in 
close proximity to the glutamic acid at position 136. 
This gives considerable credence to the postulated 
structure of the epitope of the monoclonal antibody. 

EXAMPLE 3 

A mimotope to a monoclonal antiserum raised against 
Foot and Mouth Disease Virus was delineated to the 
sequence W-Q-m-G-H-S. a series of catamers were 
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synthesized in which a beta-alanine residue was 
introduced systematically between monomers. The 
sequence W-Q-m-6-g-h-s gave a response which was 
significantly larger than the base sequence, where 6 
represents beta-alanine. it was further found that 
excellent binding to the antibody was achieved with the 
sequences : 

W-Q-M-g-B-H-S 
W-Q-M-6-6-6-H-S 
which suggests that the glycine in the starting mimotope 
was a spacer between two reacting elements, W-Q-M and 
H-S. Thus it can be clearly seen that the mimotope is ' 
made up of two parts; furthermore, the joining together 
of these parts is not critical for the mimotope to be 
able to react strongly with the antibody. 

A further set of cataroers were synthesized in which 
the D-optical isomer systematically replaced the 
L-optical isomer monomer in the starting mimotope. The 
results of testing with the antibody showed that for 
strongest binding, the monomers in each element should 
have the same optical isomer and that there was a 
preference for the monomers in the W-q-m element to be 
the D-optical isomers whereas the monomers in element 
25 H-S should be L-optical isomers. These results can be 
interpreted to mean that the epitope to the antibody is 
made up of two adjacent anti-parallel chains in which 
the chain direction is M-Q-w and the second chain is 
H-S. This prediction leads to the suggestion that 
another mimotope to the monoclonal antibody would be:- 

G-H-S-6-G-W-Q-M 
This was synthesized and found to react with comparable 
bxnding to the antibody as the strongly binding 
ca tamer :- 
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W-Q-M-fl-G-H-S. 

Thus, the way in which the two elements W-Q-M and H-S 
are joined together is irrelevant to the ability to 
_ combine with the antibody so long as their relative 
5 positions remain the same. The best mimotope as a 

potential immunogen will be one in which these elements 
are joined together from both sides in order to minimize 
conformational mobility. 

10 EXAMPLE 4 

A monoclonal antibody (S093-7) raised against Foot 
and Mouth Disease virus was tested with catamers with 
the general formula: - 

Y-Dj-Dj-Lk- (solid support] 
15 It was found that the dipeptide Q-F reacted 

significantly more strongly with the monoclonal antibody 
than .with- any other 'dipeptide. 

Further sets of catamers were synthesized with the 
20 general formulae: 

Y-Q-F-D 3 -Lk- (solid support] 

and 

Y-D 3 -Q-F -Lk- (solid support] 
When these sets of catamers were reacted with the 
25 antiserum it was found that the following catamers 
reacted significantly better with the monoclonal 
antibody than any of the others:-* 

H-Q-F 
N-Q-F 

30 G-Q-F 

Q-F-Q 
Q-F-G 

This small group of short mimotopes can now become the 
candidates for further extensions. 
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EXAMPLE 5 

A monoclonal antibody (S218-4) was raised 
against human chorionic gonadotrophs using the usual 
techniques. This was tested with catamers with the 
general formula : - 

Y l"" D 2"" D i~ Lk ~ (solid support] 
where Y^ is 8-alanyl-fi-alanine. It was found that the 
dipeptide in the designated positions which bound most 
strongly to the monoclonal antibody was F-A. 

Further sets of catamers were synthesized with 
the general formulae :- 



and 



Y 2~ D 3~ Sp-F ~ A ~ Lk ~( solid support] 



15 Y 1 -F-A-Sp-D 3 -Lk- (solid support] 

where Sp is a spacer which is an element of the set 
[null, 6-alanine], and Y 2 ~ is the end group, 6-alanyl. 
The set of monomers used in the designated position D 
was extended to -include both the L- and D- optical 3 
20 isomers of the common alpha amino acids, and the unusual' 
amino acids, a-amino butyric acid, y-amino butyric acid, 
L-norcleucine, sarcosine, ornithine, L-norvaline, 
L-homophenylalanine, 6-alanine. When these sets of 
catamers were reacted with the monoclonal antibody it 
was found that the catamers which reacted strongly 



were : - 
and 



Y 2 -P D -F-A 



where P D and A^ represent the D-optical isomers of 
proline and alanine, respectively. 

Further sets of catamers were synthesized with 
the general formulae :- 
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and 



Y 2~ D 4" Sp " P D~ F_A " Lk ~ (solid support] 
Y l" P D"* P ~ A ~ Sp ~ D 4 ~ Lk " (solid support] 
Y 2 " D 4 - s P- A D -P-A-Lk- (solid support] 



5 Yj-Ap-F-A-Sp-D^Lk- (solid support] 

where the extended set of monomers was used in fche 
designated position D 4 . When these sets of catamers 
were reacted with the monoclonal antibody it was found 
that the catamer which reacted most strongly was:- 

10 W F - A - D D 

where D D represents the D-optical isomer of aspartic 
acid. 



Further sets of catamers were synthesized with 
15 the general formulae;- 

Y 2*" D 5" Sp " P D" F " A " D D" Lk " (solid supportj 

and 

Y l~ P D" F_A " D D" Sp ~ D 5** Lk ~ ( solid support] 
where the extended set of monomers was used in the 
20 designated position Dg. When these sets of catamers 

were reacted with the monoclonal antibody it was found 
that the catamer which reacted most strongly with the 
antibody was:- 

W e - P D- F - A - D D 
25 where 6 represents 6 -alanine and had been included in 

the synthesis of the catamer as a spacer. 

Pretreatment of the monoclonal antibody with 
human chorionic gonadotroph in completely removed the 
30 ability of the antibody to react with the catamer 

8-Rp-B-Pp-F-A-Djj thus illustrating the specificity of 
the mimotope. 
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EXAMPLE 6 

This Example illustrates the application of 
the invention to the detection of a mimotope to a 
receptor which is not an antigen to which an antibody 

5 has been raised. This Example detects mimotbpes of a 

receptor to which a virion binds, in this case the test 
system for detecting binding to catamers has to be 
modified, in this Example, the synthesized catamers are 
allowed to react with influenza virus particles (strain 

10 A-Shearwater/1/72) . After reaction the catamers are 

washed to remove unbound virus particles. The presence 
of bound virus particles was detected by reacting with a 
polyclonal antibody (S227-1) which had been raised 
against the haemaglutinin of influenza virus 

15 A/Shearwater/1/72. Antibodies which had reacted with 

the bound virus were detected in the usual way by ELISA. 

A set of catamers was synthesized with the 
general formula :- 



20 



25 



Y 1 ~D 2 ~D 1 -Lk- (solid support] 
where the end group, Y^, is 8-alanyl-B-alanine. The 
set of monomers which was used in the designated 
positions D 1 and D 2 consisted of the D- and L- optical 
isomers of the common alpha amino acids. When the 
catamers were reacted with a suspension of influenza 
virions strain A/ Shearwater/ 1/72 , particles bound to 
dipeptides at the designated positions :- 



30 N-I 



and 
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where the suffix "D" indicates the D-optical isomer of 
the indicated amino acid. After removal of the bound 
virus from the catamers, the catameirs were reacted with 
the polyclonal antibody S227-1 at the same concentration 
5 as that used to detect bound virus to ensure that the 
peaks found were due to binding "of virus rather than 
binding of the polyclonal antibody. 

Further sets of catamers were synthesized with 
10 the general formulae:- 

Yj-Dj-Sp-Ap-K-Lk- (solid support] 
Yj-Ajj-K-Sp-Dg-Lk- (solid support] 
where represents the 8 -alanine end group and Sp is 
an element of the set of spacers, [null,8-alanine] . The 
15 set of monomers used at the designated position D 3 was 
the extended set as described in Example 5. When these 
sets of catamers were reacted with influenza virus 
strain A/Shearwater/1/72 , virions bound most strongly to " 
the catamer:- 

20 VV M D 

This Example demonstrates that the invention 
can be applied to the determination of mimotopes of 
receptor molecules and ligands in general. 
25 Implementation of the method is limited only by the 

ability to detect the presence of binding to the set of 
catamers. 



30 
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CLAIMS: 

1 * A method of detecting or determining the 

sequence of monomers which is a topographical equivalent 
of the ligand which is complementary to a particular 
receptor of interest, the method comprising the steps 
of :- 

1. .synthesizing a plurality of catamers, each 

said catamer being of the general formula: 

wherein D 1 represents a designated monomer 
selected from a first set of monomers, and D 2 
represents a designated monomer selected from 
a second set of monomers which may be the same 
as or different to said first set of monomers; 
said plurality of catamers comprising catamers 
in which each designated monomer is 
systematically varied to contain members from 
the respective set of monomers; 

2. contacting each catamer with the receptor of 
interest, and,- 

3. detecting or determining the presence or 
absence of binding between each catamer and 
said receptor. 

2- A method according to claim 1, comprising the 

further steps of:- 

synthesizing a further plurality of catamers, 
each said catamer being of the general 
formula : 

D 3 _D 2- D 1' or 
D 2- D l- D 3 



a. 
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wherein and D 2 are as defined above, in claim l r 
and D 3 represents a designated monomer selected 
from a third set of monomers which may be the same 
as or different to either the first or the second 
set of monomers, and 

b. performing steps 2 and 3 as defined in claim 1 
with said further plurality of riatamers. 

3 * A method according to claim 2, wherein steps 

a. and b. are repeated with the systematic addition of 
further monomers to the catamers. 

4 - A method according to any one of claims 1 to 3 

comprising the further steps of:- 

A. synthesizing a plurality of additional 
catamers, each said additional catamer being 
of the general formula: 

D 2 -Sp-D 1 

wherein D x and D 2 are as defined in claim 1 
and Sp is a spacer molecule which can modify 
the relative orientation of the monomers D 1 
and D 2 ; and 

B. performing steps 2 and 3 as defined in claim 1 
with said plurality of additional catamers* 

5 * A method according to claim 2 or claim 3, 

wherein steps a, and b, are repeated with the systematic 
introduction of a spacer molecule Sp as defined in claim 
4 into all possible positions of the further pluralities 
of catamers as defined in claim 2 or claim 3. 
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6 - A method according to any one of claims 1 to 
5 f comprising the further step of systematically 
replacing the monomers in any of the catamers referred 
to above with their optical isomers, either individually 
or in combinations of monomers , and again performing 
steps 2 and 3 as defined in claim 1. 

7 - A method according to any one of claims 1 to 
6, comprising the further step of systematically 
replacing the monomers in any of the catamers which bind 
with the receptor of interest, either individually or in 
combinations of monomers, with other monomers selected 
from the respective set(s) of monomers, and again 
performing steps 2 and 3 as defined in claim 1. 

8 - A method according to claim 1, wherein each of 
said plurality of catamers is synthesized on a solid 
support, and has the general formula: - 

Y-D^D^Lk- (solid support] 
wherein Dj and D 2 are as defined in claim 1, Lk 
represents a linker molecule, and Y is an end group of 
the ca tamer. 



9 - A method according to claim 4, wherein each of 

said plurality of additional catamers is synthesized on 
a solid support, and has the general formula 
Y-D 2 -Sp-D 1 -Lk- (solid support] 
wherein D 1 and D 2 are as defined in claim 1, Sp is as 
defined in claim 4, and Lk and Y are as defined in 
claim 8. 
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